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Introduction

1. Study Title
Bioconcentration Study of FRD903 with Carp
(Study No. A080560)

2. Purpose
This study was conducted to evaluate the bioaccumulation potential of the test substance
for notification under the Chemical Substances Control Law of Japan.

3. Test Guideline
The study was conducted in accordance with the Test Method Relating to New Chemical
Substances <Bioconcentration test of chemical substances in fish and shellfish>
(Yakushokuhatsu No.1121002, Heisei 15.11.13 Seikyoku No.2, Kanpokihatsu
No0.031121002, November 21, 2003; the latest revision, November 20, 2006), which

prescribes the procedure for testing new chemical substances as required by the Chemical
Substances Control Law of Japan.

4. GLP Compliance
The study described in this report was conducted in compliance with the Good
Laboratory Practice (GLP) standards concerning the test facility in which the study of new
chemical substance is performed (Yakushokuhatsu No.1121003, Heisei 15.11.17 Seikyoku
No.3, Kanpokihatsu No.031121004, November 21, 2003; the latest revision, July 4, 2008)

5. Sponsor
DU PONT-MITSUI FLUOROCHEMICALS COMPANY, LTD.
5-18 Sarugaku-chou 1-chome, Chiyoda-ku, Tokyo, Japan

6. Testing Facility (Head Office)
Mitsubishi Chemical Medience Corporation
2-8 Shibaura 4-chome, Minato-ku, Tokyo, Japan

7. Testing Facility (Laboratory)
Yokohama Laboratory, Toxicological Science Division, Medi-Chem Segment,
Mitsubishi Chemical Medience Corporation
1000 Kamoshida-cho, Aoba-ku, Yokohama, Kanagawa, Japan



8. Study Director
Hirokazu KOBAYASHI, M. Sc

Bioaccumulation Evaluation Group

9. Experimental Scientist
Shirou KAWAHARA, M.Sc

{Experimental work)

10. Date
Study initiation:
Exposure starting:
Exposure completion:

Study completion:

A080560

April 6, 2009

April 16, 2009
May 14, 2009
June 26, 2009

11. Storage and Retention of Test Substance and Records

The following will be stored in the archives of the Yokohama Laboratory.

1} Protocol

2) Final report
3} Raw data

4) Test substance

5) Other requirements
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Summary
Sponsor: DU PONT-MITSUI FLUOROCHEMICALS COMPANY, LTD.
Study title: Bioconcentration Study of FRD903 with Carp

Study number:  A080560
Study period: April 6, 2009 to June 26, 2009

Methods: The study was conducted in accordance with the Test Method Relating to
New Chemical Substances <Bioconcentration test of chemical substances
in fish and shellfish> (Yakushokuhatsu No.1121002, Heisei 15.11.13
Seikyoku No.2, Kanpokihatsu No.031121002, November 21, 2003; the
latest revision, November 20, 2006), which prescribes the procedure for

testing new chemical substances as required by the Chemical Substances
Control Law of Japan.

Test substance in test water (nominal concentrations)

High concentration level: 0.2 mg/L
Low concentration level:  0.02 mg/L
Control: 0 mg/L

Supply of test water: Continuous flow-through dilution system (800 L/day)
Exposure period: 28 days

Analytical method: After pretreatment, the test substance was determined by high
performance liquid chromatograph-mass spectrometer (LC/MS/MS).

Lipid content of carp: 3.3% (n=3, 2.0-4.5%) at the start of the exposure period
' 3.8% (n=3, 3.5-4.5%) at the end of the exposure period
96-hour LCsq to Medaka: >100 mg/L
Results: The bioconcentration factors (BCF) obtained in this study were as follows:
Exposure period (days) 4 7 15 21 28
High concentration level
Mean cone. in test water (mg/L) 0.194 0199 0202 0.199 0.198
No. 1 <3 <3 <3 <3 <3
BCFss <3 No. 2 <3 <3 <3 <3 <3

Low concentration level
Mean conc. In test water (img/L) 0.0188 0.0195 0.0193 0.0198 0.0198
No. 1 <30 <29 <29 <28 <28
BCFss <30 No. 2 <30 <29 <29 <28 <28
BCFss : The steady-state bioconcentration factor

Discussion
At both concentration levels, the variation of mean BCF at the last three consecutive
measurements was not confirmed to fall within +20%. But, because all the BCF values
during the exposure period were less than 100, the bioconcentration was considered to

9
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reach the steady-state.

The bioconcentration factors at the steady-state (BCFgs) was <3 at the high
concentration level, and <30 at the low concentration level.

Based on the results, the bicaccumulation potential of the test substance in fish tissues
is judged to be low.

10



1. Material
1.1. Test Substance
1.1.1, Identification

A080560

Name of the new
chemical substance

(by IUPAC 2,3,3,3-tetrafluoro-2-(heptafluoropropoxy) propanoic acid
nomenclature)
Alternate name FRD903
CAS RN 13252-13-6

Structural formula or
rational formula
(If both of them are
unknown, outline of
preparation or

manufacturing)

CF3CF,CF, OCF COOH

CF;

Molecular weight

330.05

Purity (%) of the new
chemical substance
subjected to the study

99.6

Lot number of the new
chemical substance
subjected to the study

0711FRD036-2

Name and content of
impurities

Unknown: about 0.4%

Vapor pressure

About 1 mmHg (25°C)

Solubility in water

20 wt%
1-octanol/water partition .
coefficient
Melting point -
Boiling point About 85°C /38 mmHg
Appearance Coloriess and clear liquid
at rcom temperature
Stability -
Solubility in Solvent Solubility Stability in solvents
solvents and the like Acetone Above 25 wt% -

1.1.2. Source

Above information is provided by the sponsor.

Supplier : DU PONT-MITSUI FLUOROCHEMICALS COMPANY, LTD.

11
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1.1.3. Confirmation of Stability

During the study, the test substance was sealed and stored in a desiccator (stored
condition: room temperature and dark). At the end of the study, the infrared absorption
spectrum of the test substance was measured, The spectrum was consistent with that
measured at the start of the study, indicating that the test substance was stable under the
storage condition.

[Appendix 1]

Apparatus: Infrared spectrophotometer,
Nicolet 1510, Thermo Fisher Scientific Inc.
AVATAR 320, Nicolet Instrument Corporation

1.2. Test Fish
1.2.1 Acute Toxicity Test
Species: Medaka (Oryzias latipes)
Source: Tsunashima Fishing Co., 5-18-1 Tsunashimanishi, Kouhoku-ku,
Yokohama, Kanagawa, Japan

Date of purchase: January 29, 2009
Lot number: 09-H-0129

Pre-acclimation: At the start of acclimation, visual observation was made and abnormal
fish was removed. The remaining normal fish were reared in an
aquarium with flowing water.

Body length: 2+1cm

Body weight:  Approximately 0.2 g
- Acclimation:

Aguarium number: C-2

Water temperature: 24:1°C

Period: March 25, 2009 to April 7, 2009

Feeding: The food (Tetramin®, Tetra Werke) was given in an amount of 2% of the
fish weight everyday. (Feeding was discontinued during the 24 hours
before testing.)

Mortality during the 1 week before testing: <5%

Medication during acclimation: None

12
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1.2.2 Bioconcentration Test Methods

Species:

Source:

Date of purchase:
Lot number:

Pre-acclimation:

Total length:
Body weight:
Age:

2) Acclimation

Aquarium number:

Water temperature:

Period;
Food:
Feeding:

Carp (Cyprinus carpio)

Niikura Fish Farm
1217, Shimoya, Isehara-city, Kanagawa, Japan

July 22, 2008
08-K-0722

At the start of acclimation, visual observation was made and
abnormal fish were removed. The remaining normal fish were then
reared in an aquarium with flowing water.

8+4cm

Approximately 5 g

Less than a year after hatching

A-15

24+ 2°C

March 24, 2009 to April 16, 2009
Babygold®, Kyorin

The food was given in an amount of 2% of the fish weight
everyday.

Mortality during the 1 week before testing: <5%

Medication during acclimation: None

1.3. Dilution Water

To prepare the dilution water, Yokohama municipal tap water was treated with activated
charcoal, and sodium thiosulfate solution was added to neutralize trace free chlorine., This
dilution water quality is checked half-yearly by Mitsubishi Chemical Analytech Co., Ltd.

[Appendix 2]
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2. Test Method
2.1, Qutline of Bioconcentration Test
2.1.1. Test Guideline

The study was conducted according to the Test Method Relating to New Chemical -
Substances <Bioconcentration test of chemical substances in fish and shellfish>
(Yakushokuhatsu No.1121002, Heisei 15.11.13 Seikyoku No.2, Kanpokihatsu No.031121002,
November 21, 2003; the latest revision, November 20,2006), which prescribes the procedure

for testing new chemical substances as required by the Chemical Substances Control Law of
Japan.

2.1.2, Setting of concentration level

The bioconcentration test system was set up in duplicate for different concentrations and
two groups of carp was kept in water containing the test substance. In addition, the system
was also set up for control and a group of carp was kept in water without the test substance.
During the exposure period, the concentrations of the test substance in water and fish were
measured on predetermined days. The bioconcentration factors (BCF) calculated from the
values was used to evaluate bioaccumulation potential of the test substance in tissues of fish.

2.1.3. Justification for Selection of the Test System

Carp was sclected for test fish since it is one of the recommended species in the test
guideline. The criteria in selection of species were that they could be satisfactorily maintained

in the laboratory, many fish of one batch was available in convenient size and in good health
condition.

2.1.4. Determination of the Concentration Level

From the result of the preliminary acute toxicity test with Medaka, the 50% lethal
concentration (LCsp) for 96 hours of the test substance was >100 mg/L. Therefore the
bioconcentration test was accordingly conducted at exposure concentration levels of 0.2 and
0.02 mg/L, less than a hundredth and a thousandth of the 96-hour LCsg.

2.1.5. Determination of the Exposure Period

The exposure period was set to be 28 days, because the bioaccumulation possibility of the
test substance in fish was presumed low under the prescribed test condition.

2.2. Acute Toxicity Test

The acute toxicity test was performed, and 96-hour LCso to Medaka were calculated. The
86-hour LCsy of the test substance was >100 mg/L, and the nominal concentration of
bioconcentration test was confirmed to be less than a hundredth and a thousandth of the 96-
hour LCso.

[Appendix 3]
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2.3. Bioconcentration Test Method

2.3.1. Test condition

1) Supply of test water: Continuous flow-through dilution system
2) Exposure level (nominal concentrations of the test substance)
High concentration level: 0.2 mg/L '
Low concentration level: 0.02 mg/L
Control: 0 mg/L
3) Supply of dilution water: 800 L/day (Turnover rate: 16 times/day)
4} Supply of feed solution: 20 mL/day
5) Number of fish (at the start of the exposure period):

High concentration level: 28 fish in 50-L test water (>1 L/day/g)
Low concentration level: 28 fish in 50-L test water (>1 L/day/g)
Control: 12 fish in 50-L test water (>1 L/day/g)

6) Water temperature: 24£2°C

7) Dissolved oxygen: = 60% of the saturation (= Smg/L at 24°C)

8) Aeration: Continuous

9) pH: 6.0-85

10) Lighting: Approximately 16 hr/day

(Hf fluorescent lamp with wavelengths of 400-700 nm)
i1) Exposure Period: 28 days

2.3.2. Test system

The outline was shown in Figure 1 (p.27).

15
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2.3.3. Preparation of test water
1) Preparation of Feed Solutions

High concentration level

Test substance, 2 g

«—Purified water

Dissolve and dilute to 250 mL (Feed solution 1)
Concentration of test substance: 8000 mg/L

Low concentration level

Feed solution 25 mL

«—Purified water

Dissolve and dilute to 250 mL (Feed solution 2)
Concentration of test substance: 800 mg/L

Feed solutions were renewed within 14 days.

2) Preparation of Test Solutions

Each feed solution prepared in 1) was supplied to a mixing glass tube with a metering
pump for the feed solution, diluted to the respective nominal concentration by mixing with
dilution water delivered through a metering pump for dilution water, and then supplied to
each test chamber.

[Figure 1 (p. 27)]

2.3.4. Introduction of Fish

The bioconcentration test system was operated with no fish until HPLC analysis proves
that the test substance concentrations in both test chambers were kept at respective nominal

concentrations, Fish was introduced into the test chamber and the bioconcentration test was
started.

2.3.5. Observations and Environmental Control

1) Conditions of fish .

Observations were made on the appearance, swimming and eating behavior of fish, and the
results were recorded every day.
2) Feeding _
Babygold® was given in an amount of 2 % of fish weight everyday.
3) Measurement of dissolved oxygen and temperature

The water quality parameters were measured at water sampling day during exposure period.

16
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Apparatus: DO meter, DOL-10, DKK Corporation
Digital Thermometer, TX1001, Yokogawa Meters & Instruments Corp.

4) Measurement of pH _
At the start and the end of the exposure period, pH of the test water was measured.
Apparatus:  pH meter; Toa Electronics, Model HM-40V

5) Measurement of lipid content
At the start and the end of the exposure, lipid content of the test fish was measured. At the

start of the exposure period, five fish was taken from acclimation aquarium. At the end of the
exposure period, another five fish was also taken from control aquarium. Lipid contents of
three of them (n=3) was measured respectively. The remaining fish slurry at the pre-treatment
for fish analysis will be stored for 3 months in a freezer in case of additional measurement, or

they may be discarded.

One fish weighed

Cut into pieces with scissors

«—Sodium sulfate anhydrous
(Added 5 fold of fshweight,
Mixed and dehydrated and more added incase imperfect dehydration)
(30 minutes)

Added n-hexane, and homogenized for 5 minutes at approx. 8000 rpm twice

(n-hexane vohime: first 120 m1., second 100mLY

i !
Residue 1= Hexane laver (a recovery flask)

I «— Washed with 50 mL ofn- hexane

Residue n-Hexane layer

Discarded

r- Hexane layer

Evaporated and concentiated to approx. 10m L withrotary evaporatorat approx.45 °C

Transfered to another flask weighed beforhand® . and washed with Sml of #-hexane 3 tim es titnes.

Evaporated and desiceated with evaporator atapprox. 45°C

«—Nitrogen purge

Desiceated with vacuum chamber for 4 hours

Weighed**

Equations : lipid weight (g) = lipid and flask weight (**) - flask weight (*)
lipid content (%) = lipid weight (g) / fish wet weight (g) x 100

17
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2.3.6. Analysis of test substance

During the exposure period, concentration of the test substance in test water and test fish
were analyzed.

1) The test substance in test water
On days 0, 4, 7, 15, 21 and 28 of the exposure period, test water was analyzed as described
in2.4.5.
2) The test substance in test fish
On days 4, 7, 15, 21 and 28 of the exposure period, four fish was taken from each test
chamber and four of them was analyzed two by two by the method described in 2.4.6.
The residual fish will be stored for 3 months in a freezer in case of addltlonal measurement,
or they may be discarded.

2.3.7. Validity of the test
Validity of the test was decided from the following conditions.

The temperature variation is less than £+ 2 °C,

The concentration of dissolved oxygen does not fall below 60% saturation.

The concentration of the test substance in the chambers is maintained within + 20% of
the mean of the measured values during the exposure period. (There are some cases
where this rule does not apply if the bioconcentration factor of the test substance in the
fish tissues is very high. In such cases, the range of the concentration in the test water
should be maintained within + 20% of the mean value at steady state.)

The mortalities or abnormalities in both control and treated fish are less than 10% at the
end of the test. In case the test is extended over several weeks or months, mortalities or

abnormalities in both sets of fish are less than 5 % per month and not exceed 30 % in
all.

2.3.8. Calculation of Bioconcentration Factor
The bioconcentration factor (BCF) is calculated by the following equation:
BCE,=Cgn/ Cyn
The steady-state bioconcentration factor (BCFsg) is calculated by the following equation:
BCFss = Cts/ Cys
Where BCF,: The bioconcentration factor after n days

BCFgs: The steady-state bioconcentration factor

Cin: Concentration of the test substance in test fish after n days (pg/g)

Cwan: Mean concentration of the test substance in test water over n days (mg/L)
Css:  Mean concentration in test fish at steady-state (ug/g)

Cws: Mean concentration in test water at steady-state (mg/L)

Steady-state: Steady-state is decided to be reached, when three successive BCF at
intervals of 48 hours or longer are within 20% of each other. Cgs and Cyg
are calculated from last three successive data.

When the obtained BCF are all less than 100, it is also considered that
steady-state is reached. In this case, three successive BCF are not

18
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necessary within 20% of each other. The BCFss is not calculated by above
equation and BCFss is just declared “< (maximum BCF value) “or <
(maximum BCF value).

2.4. Analytical method

2.4.1. Apparatus and Reagent

1) Apparatus
Electrobalance: AG204, Mettler K.K.
PB3002, Mettler K K.
PB3002-S, Mettler-Toledo K.K.
Homogenizer: AM, Nihon Seiki Kaisha Ltd.
Aspirator: WP-135, Yamato Scientific Co. Ltd.
PP-11, Masuda Corporation
Rotary evaporator: RE-111, Sibata Scientific Technology Ltd.
RE-400, Yamato Scientific Co. Ltd.
Cooling aspirator:  CF600F, Yamato Scientific Co. Ltd.

2) Reagents
Methanol: HPLC reagent, Wako Pure Chemical Industries., Ltd.
Guaranteed reagent, Junsei Chemical Co., Ltd.
Formic acid: Guaranteed reagent, Wako Pure Chemical Industries, Ltd.
Ammonium formate: Wako reagent, Wako Pure Chemical Industries, Ltd.
Purified water: Grade A4 in Japanese Industrial Standards (JIS) K0557
n-Hexane: Guaranteed reagent, Junsei Chemical Co., Ltd.

Anhydrous sodium sulfate: Guaranteed reagent, Junsei Chemical Co., Ltd.

19
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2.4.2. High performance liquid chromatograph — Mass spectrometer (LC/MS/MS) System

and Conditions

System

High performance liquid chromatograph mass spectrometer (LC/MS/MS)

Workstation

High performance liquid chromatograph (HPLC)
Pump ‘

Auto injector

Mass spectrometric detector (MSD)

: UPLC Q-Premier XE (No.1)
: MassLynx 4.1

» ACQUITY UPLC

: Binary Solvent Manager

: Sample Manager

: Quattro Premier XE

VanGuard™ Pre-column ACQUITY UPLC BEH C18, 1.7 ym, 2.1 mm
i.d.x 5§ mm + ACQUITY UPLC BEH C18, 1.7 pm, 1.0 mm i.d.x 150 mm

Conditions
(HPLC conditions)
Column : Waters Co.,
Oven temperature  : 60°C
Mobile phase

1000 : 1
Bl :methanol (HPLC grade)
Gradient conditions

Al @ 20 mM ammonium formate aqueous solution

: formic acid =

Time Al Bl
0.00 min  45% 55%
250min  45% 55%
3.00 min  10% 90%
350min  45% 55% (step gradient)
Measurement time : 4.0 min

Flow rate : 0.12 mL/min

Injection volume 5 yL

Injection mode : Partial Loop With Needle Overfill

(MSD conditions)

lon mode : Negative (Electrospray)

Detection mode : MRM
Monitoring ion
Voltage : Capillary 1.00 kV
Cone 10V
Collision energy 14.0 eV
: Source Temp 100 °C
Desolvation Temp 300 °C
: Desolvation 500 L/hr

Cone 50 L/hr

Temperatures

Gas Flow

- m/z Parent 328.87, Daughter 284.80

Collision Gas Flow 0.10 mL/min

20
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2.4.3. Calibration Curve

The test substance was dissolved in purified water at the concentration of 1000 mg/L.
Then it was diluted sequentially with purified water to prepare standard solutions of 0.01,
0.02 and 0.04 mg/L. Purified water was used as 0 mg/L standard solution. These standard
solutions were analyzed with LC/MS/MS. The peak area (count) for the test substance was
plotted against its concentration. Each calibration curve drawn by the least square method

was straight line almost passing through the origin and gave a satisfactory correlation-
coefficient of 0.9998.

[Appendix 4]

2.4.4. Detection limit

In the LC/MS/MS analysis, detection limit was set at 0,001 mg/L, which corresponds to
5% of the standard solution (0.02 mg/L).
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2.4.5. Analysis of Test Substance in Test Water

The test substance in test water was analyzed according to the following procedures.

Prior to each analysis, standard solution of 0.02 mg/L was analyzed. The test substance
concentration was determined from the ratio of peak area of the sample to that of the standard
solution. In the following 2.4.6 and 2.4.7,, the test substance concentration was determined in
a same maner.

‘High concentration level

Test water sample

Dilute with purified water (Dilution ration: 10)

LC/MS/MS analysis

Low concentration level

Test water sample

LC/MS/MS analysis

22
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2.4.6. Analysis of Test Substance in Test Fish
Two fish weighed {approx. 10 g in total)

Cut into pieces with scissors

Homogenize for 1 minute at approx. 8000 rpm, four times

l

-Backup sample for measurement of lipid content
(= 1 g. stored in a freezer, -20°C)

A portion of 2 g fish slurry
«~ Methanol® 20 mL

Homogenize for 5 minutes at approx. 8000 rpm.

|

Filter with suction through filter paper (40) on Buchner funnel
.H
Organic layer ; ' Residue
| < Methanol’ 20 mL
Homogenize for 3 minutes at approx. 8000 rpm
Filter with suction through filter paper (40) on Buchner
funnel
H
Organic layer Residue
«—Purified water
Dilute to 50 mL Discarded

10 mL portion

Pass through Sep-pac C18 cartridge
(The cartridge was conditioned with 5 mL of methanol” beforehand.)

1 mL of passed solution (Sampling factor: 50)

—Purified water

Dilute to 20 mL

LC/MS/MS analysis (Injection volume : 5 u L)

Sep-pac C18 cartridge : Waters Sep-pac plus C18 cartridges
*Methanol: Guaranteed reagent
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2.4.7. Blank and recovery tests
1) Test water
Blank test
Prior to the exposure period, blank test was performed by using the water in the
acclimatization tank. The water sample was analyzed twice according to the method of the
low concentration level described in 2.4.5. The background values was confirmed to be
smaller than the detection limit, and the concentration of the test substance in the water was
calculated to be <0.001 mg/L.
[Table 1 (p.28), Appendix 4]
Recovery test
No recovery test was performed because dilution operation alone was performed in the
analysis of the test water$ for low concentration levels and no operation was performed in
analysis of the test waters for high concentration level as shown in 2.4.5.

2) Test fish
Blank test -

Prior to the exposure period, blank test was performed with four fish sampled from the
acclimatization tank. And at the end of the exposure period, another four fish was also
sampled from the control group. Fish was analyzed four times according to the method
described in 2.4.6. The background values was confirmed to be smaller than the detection
limit, and the concentration in fish was calculated to be <0.50 pg/g.

[Table 2 (p.29), Appendix 4]

Recovery test _

Prior to exposure period, eight fish was sampled from the acclimatization tank and the
recovery test was conducted. Zero point two-milliliter of the 100 mg/L methanol
(Guaranteed reagent) solution of the test substance was added to 2 g of fish sluiry which
sampled according to the method described in 2.4.6. The concentration of the test substance in
the fish sample is 10 pg/g, which is 50-fold of the high concentration level (0.2 mg/L). Four
measurements of recovery gave the mean value of 90.2%, and the standard deviation of 1.6%,
with differences between maximum and minimum of 3.4%, which were satisfactory for
quantitative analysis. The average recoveries were used to correct the measured values in fish.

[Table 3 (p.30), Appendix 4]
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2.4.8. Determination limit of bisconcentration factor

The blank test for the test fish showed that the concentration of the test substance in the
fish was lower than the detection limit of <0.50 pg/g. This value was 2.5 and 25 times the
nominal concentration of the test water for the high (0.2 mg/L) and low (0.02 mg/L)
concentration level, respectively. In other words, the determination lower limits of the
bioconcentration factors were about 3 and 30 for the high and low concentration level.
However, the actual lower limit might depend on deviations of the test substance
concentration in the test water and recovery rate in the fish analysis.

2.5, Statistical Methods
2.5.1. Correlation of the calibration curve

The correlation-coefficient was calculated by least square method according to JIS
Handbook “General rules for chemical analysis”,

+ JIS KO050, General rules for chemical analysis

2.5.2. Calculations of mean concentration in test water and BCF

The mean concentration in test water and BCF was calculated by the method according to
JIS Handbook “Guide to the handling of numbers”.

JIS 79041-1:1999, Statistical interpretation of data — Part 1:Statistical presentation of
data

JIS 78401-1:1999, Guide to the rounding of numbers

3. Results and Discussion -

3.1. Deviation from protocol
It was seftled in protocol that observations and feeding of the test fish would be made every
day. However, no observation and feeding were made at days 20 of the exposure period (May,
6, 2009).
This case was judged not to affect to the test results for 2 reasons described as follows:
No abnormality was observed for the test fish at next day
+ It was considered that no feeding did not affect to bioconcentration factor because lipid
content value of the test fish was stayed flat at the start and the end of exposure period.

3.2. Circumstances That May Have Affected the Reliability of the Test Results

There was no significant matter that may have affected the reliability of the test results.

3.3. Monitoring of Test Conditions

During the test period, the dissolved oxygen in all water chambers was kept at 260 %
(7.2-8.4 mg/L) of the saturated oxygen concentration and the water temperature was kept at
24°C 1 2°C (24.0-24.6°C), both of which satisfied the test conditions. The pH value was kept
at 7.4-8.0, which was within the proper range for fish rearing (6.0-8.5). During the test period,
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there was no abnormality in shape of the body or in swimming and eating behavior in the fish
at all the concentration levels throughout the test period. Therefore, it was confirmed that the
test fish had been reared appropriately.

Lipid content: 3.3% (n=3, 2.0-4.5%) at the start of the exposure period

3.8% (n=3, 3.5-4.5%) at the end of the exposure period
The average at the end of the exposure period fell within £ 25% range of the average at
the start of the exposure period.

3.4. Concentration of Test Substance in Test Water

The mean concentration of the test substance during the exposure period was 0.198 mg/L
at the high concentration level, and 0.0198 mg/l. at the low concentration level and
sufficiently close to the nominal values. The coefficients of variation for concentration were
4.5% and 6.1% at the high and low concentration level. The variation of the test substance
concentrations in the test waters at both concentration levels were kept within + 20% of the
mean measured values.

[Table 4-5 (;5.3 1-32), Figure 3-4 (p.31-32), Appendix 5]

3.5. BCF of Test Substance in Test Fish

The bioconcentration factor (BCF) during the exposure period was <3 at the high
concentration level, and <28 to <30 at the low concentration level.

At both concentration levels, the variation of mean BCF at the last three consecutive
measurements was not confirmed to fall within +20%. But, because all the BCF values during

the exposure period were less than 100, the bioconcentration was considered to reach the
steady-state.

The bioconcentration factors at the steady-state (BCFss) was <3 at the high concentration
level, and <30 at the low concentration level.

Based on the results, the bioaccumulation potential of the test substance in fish tissues is
judged to be low.

[Table 6-7 (p. 33-34 ), Appendix 6]

3.6. Validity of the Test

This test is judged valid because all results satisfied the validity criteria described in§2.3.7.
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Figure 1 Bioconcentration test system
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Table 1 Blank test of the test substance in water

A B C
analysis peak area cone.
count in water
No. sample std. mg/L
1 ND 1675.8 <0.001
2 ND 1675.8 <0.001

Concentration of std. solution (Cstd) :

Detection limit to concentration of std. solution (DL) :

ND : Not detected

Equation :  C=(Bx(DL/100))+BxCstd

28
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Table 2 Blank test of the test substance in fish

W A B C D
analysis sampling  fish peak area cone, cone.
weight count in final in fish
solution
No. No. g sample std. mg/L ug/g
i I 548 ND 1371.5  <0.0010 <0.50
J-2 6.71
2 I3 336 ND 1371.5  <0.0010  <0.50
J-4 5.82
3 -1 568 ND 6709  <0.0010  <0.50
C-2 7.23 .
4 3 752 ND 670.9  <0.0010  <0.50
C-4 7.54
Concentration of std. solution (Cstd) :
Final volume (FV) :
Sampling factor (SF) : 50

Detection limit to concentration of std. solution (DL) :
Sampling weight of tissue(SW) :

ND : Not detected

Equations :

C=(B*(DL/100))+BxCstd

0.02 mg/L
20 mL

D=(Bx(DL/100))+BxCstdx(FV/1000)xSF+SWx 1000
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Table 3 Recovery test of the test substance in fish

A B C D E R
analysis sampling  fish test peak area conc. measured recovery
weight - substance count in final  amount
added solution
No. No. g mg sample std. mg/L mg %
1 -3 393 0.02 1291.5 1400.0 0.0185 0.0185 92.3
J-6 6.13
2 42l g 12454 14000 00178 00178 89.0
J-8 5.43
19 4.34 0.02 1270.0  1400.0 0.0181 0.0181 90.7
J-10 5.38
-1 4.03 0.02 1245.0  1400.0 0.0178 0.0178 88.9
J-12 6.96
Average, n=4 : 90.2
Standard deviation : 1.6
Range : 3.4
Concentration of std. solution (Cstd) : 0.02 mg/L.
Final volume (FV) : 20 mL
Sampling factor (SF) : 50
Equations : D=B+CxCstd

E=B+CxCstdx(FV/1000)xSF
R=B+CxCstdx(FV/1000)xSF+Ax100

30



Table 4 Concentration of the test substance in the test water - High concentration level

A080560

1 A B C D
sampling period number peak area conc, mean conc.
date of count in water in water
day analysis sample std. mg/L mg/L
2009/04/16 0 1 1086.4 1131.8 0.192 0.192
2009/04/20 4 2 1128.7 1156.0 0.195 0.194
2009/04/23 7 3 1025.3 983.2 0.209 0.199
2009/05/01 15 4 824.4 784.3 0.210 0.202
2009/05/07 21 5 876.7 9384 0.187 0.199
2009/05/14 28 6 603.9 623.4 0.194 0.198
Standard deviation : 0.009 mg/L
Coefficient of variation : 4.5 %
Concentration of std. solution (Cstd) : 0.02 mg/T.
Dilution ratio (DR} : 10
Equations : C=A+BxCstdxDR

Figure 3 Concentration of the test substance in the test water - High concentration level
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Table 5 Concentration of the test substance in the test water - Low concentration level

i A B C D
sampling period number peak area conc. mean cone.
date of count in water in water
day  analysis sample  std. mg/L mg/L
2009/04/16 0 1 1057.0 1131.8 0.0187 0.0187
2009/04/20 4 2 1093.5 1156.0 0.0189 0.0188
2009/04/23 7 3 1020.9 083.2 0.0208 0.0195
2009/05/01 15 4 746.4 784.3 0.0190 0.0193
2009/05/07 21 5 1014.0 938.4 0.0216 0.0198
2009/05/14 28 6 620.4 623.4 0.0199 0.0198
Standard deviation : 0.0012 mg/L
Coefficient of variation : 6.1 %
Concentration of std. solution (Cstd} : 0.02 mg/L

Equations :

Figure 4 Concentration of the test substance in the test water - Low concentration level
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Table 6 Concentration of the test substance in the test fish and bioconcentration factor (BCF)
- High concentration level

W1 W2 A B C D E F G
exposure analysis fish peak area coxnc, conc. mean BCF mean
period weight infinal infish  conc. BCF
No.1 No.2 count solution  body  in water
day No. g g sample std. mp/L ue/g mg/L
4 1 3.96 6.10 ND 10474 <0.0010 <0.55 0.194 <3 NA
4 2 3.95 5.79 ND 10474 <0.0010 <055 0.194 <3
7 1 4.02 6.63 ND 964.1 <0.0010 <0.55 0.199 <3 NA
7 2 6.34 4.70 ND 964.1 <0.0010 <055 0.199 <3
15 1 6.31 4.50 ND 816.1 <0.0010 <0.55 0.202 <3 NA
15 2 5.38 6.60 ND 816.1 <0.0010 <0.55 0.202 <3
21 1 7.93 7.44 ND 7368 <0.0010 <0.55 0.199 <3 NA
21 2 7.56 8.92 ND 7368 <0.0010 <0.55 0.199 <3
28 1 8.17 5.44 ND 6120 <0.0010 <0.55 0.198 <3 NA
28 2 7.46 6.81 ND 6120 <0.0010 <0.55 0.198 <3
Concentration of std. solution (Cstd) : 0.02 mg/L
Final volume (FV) : 20 mL
Sampling factor (SF) : 50
Recovery (R) : 90.2 %
Detection limit to concentration of std. solution (DL) : 5%
Sampling weight of tissue(SW) : 2g

ND: Not Detected
NA: Not Available

Equations ;

C=(Bx(DL/100))+BxCstd

D=(Bx(DL/100))+BxCstdx(FV/1000)xSF+SWx 1000+(R/100)

F=(Bx(DL/100))+BxCstdx(FV/1000)x SE=SWx1000+(R/100)+E
G=(F1+F2)=2
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Table 7 Concentration of the test substance in the test fish and bioconcentration factor (BCF)

- Low concentration level

W1 W2 A B C D E F G
exposure analysis fish peak area con. conc. mean BCF mean
period weight infinal infish  conc. BCF
No.1 No.2 count solution  body  in water
day No. g g sample std. mg/L pgl/g mg/L.
4 1 5.02 5.51 ND 9747  <0.0010 <0.55  0.0138 <30 NA
4 2 4.16 6.54 ND 9747 <0.0010 <055 0.0188 <30
7 1 4.03 522 ND 1009.7 <0.0010 <055 0.0195 <29 NA
7 2 4.20 4.16 ND 1009.7 <0.0010 <055 0.0195 <29
15 1 6.81 6.84 ND 8436 <0.0010 <055 0.0193 <29 NA
15 2 4.79 8.10 ND 8436 <0.0010 <055 0.0193 <29
21 1 5.11 7.35 ND 7158 <0.0010 <055  0.0198 <28 NA
21 2 6.70 9.22 ND 7158 <0.0010 <055 0.0198 <28
28 1 9.77 6.45 ND 6082 <0.0010 <0.55 0.0198 <28 NA
28 2 3.07 7.53 ND 608.2 <0.0010 <055 0.0198 <28
Concentration of std. solution (Cstd) : 0.02 mg/L
Final volume (FV) . 20 mL
Sampling factor (SF) : 50
Recovery (R) : 90.2 %
Detection limit to concentration of std. solution (DL) : 5%
Sampling weight of tissue(SW) : 2g
ND: Not Detected
NA: Not Available
Equations : C=(Bx(DL/100))~BxCstd

D=(Bx(DL/100))+BxCstdx(FV/1000)xSE+SWx 1000+(R/100)
F=(Bx(DL/100))+BxCstdx(FV/1000)xSF+SWx1000=(R/100)+E
G=(F1+F2)+2
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Figure 1 Infrared absorption spectrum of the test substance before the start of the study
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Figure 2 Infrared absorption spectrum of the test substance after the end of the study
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Dilution water quality
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B808E147298{2] [3/3]
AMONE | RTER ERES | B K 0 F %
Qil (Oily film/observation) . JIS.X.0102.8
W REC D) [g| Mot recoenized - oEEED
Phenols N.D. _ JIS.K.0102.28.1
gy mg/1}|  (<0.005) AR
Polychlorinated Biphenyl (PCB) N.D. _ S46BRE5954#3
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Thiram N.D. _ S46BRECIF R4
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Simazine ND S4B LS8 {15
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FA R ANT [mg/L) { €0.002 ) (GC-NPDE)
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Isoprothiolane N _ HEE K121 851
AV TaFFES (mg/1) { <0.001) (GC-MSEE)
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Propyzamide N.D. _ HSERKB121 B 581
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Acute Toxicity Test

In order to confirm that the concentration levels of bioconcentration test were less than a
hundredth and a thousandth of the 96-hour L.Csy to Medaka, the acute toxicity test was
performed.

1  Test Methods
The test was conducted according to the OECD Guidelines for Testing of Chemicals
No0.203 “Fish, acute Toxicity Test” (1992). The concentration of the test substance was not
measured, and L.Cso was evaluated based on the nominal concentration.

1.1, Test Conditions

Exposure period: 96 hours

Concentration level: 0 (control), 100 mg/L. (Limit test)
Number of fish: 10/ group

Volume of test water: 50L

Water temperature: 24+ 1°C

Test mode: Semi-static

Renewal of test water: Every 24 hours
Cover each vessel with a plastic plate

Light (Approximately 16 hr/day)

Aeration: Continuous
Dissolved oxygen: = 60% of the saturation (£ 5 mg/L at 24 °C)
Feeding: None

1.2. Preparation of the test water
1) For exposure group

Zero point five grams of the test substance was dissolved in 5 L with dilution water.
2) For control

Only dilution water was used.
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4.4. Results

The 96-hour LCs; of the test substance was >100 mg/L.

Concentration of Cumulative—mortality (%)
test substance (mg/L) 24 hr 48 hr 72 hr 96 hr
0 0 0 0 0
100 0 0 0 0

A080560

The nominal concentration of bioconcentration test was confirmed to be less than a
hundredth and a thousandth of the 96-hour LCsy,.
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Figure 1 Calibration curve of the test substance

Input Data
No. Concentration Peak Area
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4 0.04 2899.1
Y=72,700X
r=10.9998 detection limit = 0.001mg/L

3500

3000 -

2500 -

Peak area (count)

1000 -

500 +

2060 +

1500 -

1 1

0.01 6.02 0.03

Concentration (mg/L)

0.04
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A080560

Figure 2 Chromatograms of the test substance — standard solutions
Std. 0 mg/L

Quantify Sample Report MassLynx 4.4
A0BOS60 FRD 903

Method: C:\MassLynx\blocont\A0B0560 FRD 903, PROWethDBIFRD 903.mdb 08 Apr 2009 12:22:29
Calibration: 08 Apr 2009 18:15:22

Date: 08-Apr-2009

Time: 18:05:04

Description: std Omg/L

Name: Cal 0 05

Inlat Method Name: C:\MassLynxibiocon\A0B0560 FRD 503.PROVACQUDBIAOB0OSE0_02
Viek: 1:B,1

User: :r\!.'

FRD 803 :
Cal 005 Smooth{Mn, 3x3) . MRM of 1 channel ES- .

- std OmgL 328,87 > 284,80
100+ 1.1630+002

FRD 903
262 302
22

3.44
1.40
207 242

183

080 {2 rd

082
0.67

o7 O

=]

UL B R o o o e e ¢ L e e e L e T T r Ty q vy MiN
028 050 075 100 135 150  £765 200 225 250 215 300 325 350 375 400

SEkeeaane LRI S AT
FRD 803
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A080560

Figure 2 Chromatograms of the test substance — standard solutions (continued)
Std. 0.01 mg/L

Quantify Sample Report MassLynx 4.1
AQ80560 FRD 903

Date: 08-Apr-2009
Time: 15:39:06
Description: std 0.01mg/L
Name: Cal1 08 '
inlet Method Name! C:\MasslLynx\blocornA0BDS60 FRD 803,PRO\VACQUDB\A0BD560_02
Vial; 1:A,7
i S
User; A
FRD 803
Cal 108 Smooth{Mn,3x3) FRD 803 MRM of 1 channel ES-

std 0.0tmpi 2.62 32B.87 > 284.80
100 796.8 3.735a+003
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A080560

Figure 2 Chromatograms of the test substance — standard solutions (continued)
Std. 0.02 mg/L

Quantify Sample Report MassLynx 4.1
AQB0S60 FRD 903

Date: 0B-Apr-2009

Time: 15:44:43

Doscription: std 0.02mg/l

Name: Csl 2 06

Intet Msthod Name: C:\WassLynxiblocon\A0B0S60 FRD $03.PROVACQUDBVADBD560_02
Vial: 1:A,4

user: T

FRD 803

Cal2 06 Smooth(Mn,3x3) FRD 903 MRM of 1 channel ES-
std 0.02mgA. 263 328.47 > 284.80
100+ . 1437.2 5.74684003
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 AD80560

Figure 2 Chromatograms of the test substance — standard solutions (continued)
Std. 0.04 mg/L

Quantify Sample Report Masslynx 4.1
A0B0560 FRD 203

Date: 08-Apr-2009

Time: 15:50:14"

Deacription: std 0.0dmgh.

Name: Cal 306

Intet Method Name: C:\WMassLynx\blocon\AD80560 FRD 903.PRC\VACQUDB\ADB0S60_02
Vial: A5

User: ;{3

FRD 503

Cal 306 Smooth{Mn,3x3)
std 0.04mg/L

100+

MRM of 1 channelES-
328.87 > 284.80
1.3148+004
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A080560

Figure 3 Chromatograms of blank test of the test substance in water
Std. 0.02mg/L

Quantify Sample Report Massiynx 4.1
A0B0560 FRD 803

Mathod: C:\MassLymdblocon\A080560 FRD 903.PROWethDB\FRD 902.mdb 08 Apr 2008 42:22:29
Calibration: 0B Apr 2009 17:56:15

Date: 08-Apr-2009

Time: 17:26:54

Description: std 0.02mpn.

Name: 8040822

Inlet Method Name: C:\MassLynx\biocon\A080560 FRD 903.PROVACQUDB\AOBCSE0_02
Vial: 1:A,4

User: i

FRD 803

09040822 Smooth{Mn,3x3) : FRD 903 MR of 1 channel £S-
std 0.02mg/L 260 326.67 > 284.60
100 1675.8 7.4988+003
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Figure 3 Chromatograms of blank test of the test substance in water (continued)

Sample (No.1)

A080560

Quantify Sample Report
AGBOS60 FRD 903

Masslynx 4.1

Date: 08-Apr-200%
Time: 17:48:28
Description; WB1
Name: WB 102

inlet Method Name: C:\MassLynxibiocon\A080560 FRD 903.PROVACQUDB\ARBC560_02

Viak 1:B,2
User: ;?{3‘

FRD 903
Wa 102 Smooth{Mn3:3)}
wat

100+

.32

0.20

1.66

261

208

191

2.36
2.15

337

MRM of 1 channel ES-
328.87 > 2684.80
1.270e+002

86

369
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A080560

Figare 3 Chromatograms of blank test of the test substance in water (continued)
Sample (No.2)

Quantlfy Sample Report Masslynx 4.1
ADSO5E0 FRD 903

Date: 08-Apr-2009

Time: 17:37:21

Description: WB2

Name: WB 2 01

Inlet Mothod Name: C:\MassLynxiblocon\A080560 FRD 803,PRO\VACQUDB\ADBD560_02
Vial: 1:B,3

User: Xy
FRD 903

% 22 01 Smaoth{Mn,3x3) MRM of 1 channel £S-

328.87 > 284,80
2.10 8.093e+001
100+ 252

239

1.54 2.72 357

185
1.68 507

27

4 0.5%
0.07 12

373

0.79

S
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A080560

Figure 4 Chromatograms of blank test of the test substance in fish
Std. 0.02 mg/L, before the start of the exposure

Quantify Sample Report Masslynx 4.1
AD80560 FRD 903 '

Method: C:\Masslynx\biecon\A080560 FRD 903,PROMethDBFRD 903.mdb 08 Apr 2009 42:22:29
Callbration: 13 Apr 2009 19:27:31

Date: 13-Apr-2008

Time: 18:29:05

Dascription: std 0.02mg/L

Nama; 5041307

Inlet Method Name; C:\Masslynx\biocon\A080560 FRD 803.PROVACQUDEADE0560_02
Vial: 1:¥,3

User: ?‘:.J‘

FRD 903

S041307 Smooth{Mn,3x3) FRD 903 MRM of 1 ¢harinel £8-
sd 0.02mg/L 2.55 329.87 > 284.80
100 1371.6 6.4200+003
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A080560

Figure 5 Chromatograms of blank test of the test substance in fish (continued)

Sample (No.1) , before the start of the exposure

Quantify Sample Report
AD80580 FRD 803

MassLynx 4.1

Date: 13-Apr-2008

Tima: 18:34:37

Description: FB1

Name: FB1 01

Inlet Method Name: C:\MasstLynx\biocon\A080560 FRD 903.PROWACQUDBANG0560_02
Vial: 1:F,5

User: "tx

FRD 903

FB1 01 Smooih{Mn3x3) FRD 503
FB1

100+ 50

2.90
- 238

159

177
1.29

0T g

0.59

%%

MRM of 1 channelES-
328,87 > 284,80
1.1676+002

]

314

3.34
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A080560

Figure 6 Chromatograms of blank test of the test substance in fish (continued)
Sample (No.2} , before the start of the exposure

Quantify Sample Report MassLynx 4,1
ADBOSE0 FRD 903

Date: 13-Apr-2009
Time: 18:40:08
Description: FB2

Name: FB2 01
Inlet Method Nama: C;\MassLynx\blocon\AGB0560 FRD 303.PROACQUDB\ADBDS60_0Z
Vial: 1:F£
User: e
FRD 803
;gg 01 Smooth{Mn,3x3) FRD 803 MRM ;f 13 d;anna!,Eé‘H
2,59 28.87 » 284
100+ 7.0 1.117e+002
280
1.97 351
373
23
145 455 3.02 234
172 -
1.25
0.12 053 0564 :“-._‘. i
o
079
027 0.97
T

025 050 076 100 126 150 175 200 235 250 275 300 325 350 375 400
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Figure 7 Chromatograms of blank test of the test substance in fish (continued)
Std. 0.02 mg/L, at the end of the exposure

A080560

Quantify Sample Report MassLlynx 4.1
AD80560 FRDS03

Method: C:\MassLynx\blocontARB0560 FRD 903.PROWMethDB\FRD $03.mdb 04 May 2009 43:29:38
Calibration: 18 May 2009 18:22:03

Dafe: 18-May-2008
Time: 15:18:19
Description: std 0.02mg.
Name: S051804
Inlet Method Name: G:\MassLynxibiocon\A0B0560 FRD 903.PROWCQUDE\ARBI560_02
Vial: 1:A4
User: %
i

FRD 803

S051804 Smooth{Mn,3x3) FRD 803 MRM of 1 channsl ES.
std 0,02mgft. 251 328,67 > 284.80
400+ 6709 2.8070+003

%

ey I B S B e e T T I e e e e B B e T

825 0B 075 180 125 150 175 200 225 250 275 500 525 &0 418
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AD80560

Figure 8 Chromatograms of blank test of the test substance in fish (continued)
Sample (No.3}, at the end of the exposure

Quantify Sample Report MassLynx 4.1
A080560 FRD203

Date: 18-May-2009

Time: 15:24:53

Description: FB3

Name: FB302 )

Inlet Method Name: C:\MasslLynx\bioconlA080560 FRD 903.PROVACQUDB\ADE0560_02
Vial: :A5

User: 74

FRD 803

FB302 Smooth{Mn,3x3) FRD 903 MRM of 1 channel ES-

F83 2.56 328.87 > 284.80

100 _ 40 1.0040+002
2.4t 2.82

1.23

.56 2.00 378
215 260
059 1.45 1.62

! 341
i 123
0.54

0.33 aop 9

025 080 076 !

v

T
seATiedene s

FRD 503
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A080560

Figure 9  Chromatograms of blank test of the test substance in fish (continued)
Sample (No.4) , at the end of the exposure

Quantify Sample Report Masalynx 4.1
A080560 FRD8D3

Date: 18-May-2009
Time: 15:30:23
Descrption: FB4
Name: FB402
Inlef Method Neme: C:\MassLynxiblocon\A0B0560 FRD 903.PROVACQUDB\ADBDSE0_02
Vial: 1:A,6
User: ¥
[N

FRD 203

FB4D2 Smooth(Mn,3x3) ' MRM of 1 channel ES-
Fpd 32B8.87 > 284.80
100 1.093e+002

364

1.23 247
338

350
1.80

: +.38 ’
0.80 285 306

273
0.97 +8 259

032 0.57
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A080560

Figure 10 Chromatograms of recovery test of the test substance in fish
Std. 0.02 mg/L

Quantify Sample Report MassLynx 4.1
A080560 FRD 903

Date: 10-Apr-2009

Time: 20:33:31

Rescription: std 0.02mg/L

Name: 5041007

Inlet Method Name: C:\MassLynx\biocon\A0B0560 FRD $03.PROVACQUDBA0B0560_02
Vial: 1:A.3 .

User; ;l\').

FRD 903

5041007 Smooth{Mn,3:3) FRD 503 MRM of 1 channet £5-
std 0.02mglL 253 328,67 > 264,60
100— ' 1400.0 6.4636+003

025 050 075 100  4.26 150 175 208 295 280 275 200 425 350 378 am

T = T YT
R AT R He R
2.5 14000 &
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A080560

Figure 6 Chromatograms of recovery test of the test substance in fish (continued)
Sample (No.1)

Quantify Sample Report MassLynx 4.1
ADB0S60 FRD 903

Method: C:\MassLynx\blacon\A0B05680 FRD 803. PRO\.MBthDB\FRD $03.mdb 08 Apr 2009 12:22:29
Calibration: 10 Apr 2009 21:31:31

Date: 10-Apr-2009
Time: 20:38:32
Description: FR1

Name; FR1 05

Inlet Method Name: C:\Masstynx\bliocon\AQS80560 FRD 903.PROVACQUDBIADBDSED_02

Vial: 1:A4

User: 74

FRD 903

FR1 05 Smooth{Mn.3:3) FRD 803 . MRM of t channel,ES-
FR1 255 328.87 > 284,80
100 ’ ' 12815 608264003

%
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A080560

Figure 6 Chromatograms of recovery test of the test substance in fish (continued)
Sample (No.2)

Quantify Sample Report Magslynx 4.1
ADBO560 FRD 903

Date: 10-Apr-2009

Time: 20:43:59

Description: FR2

Name: FR205

Inlet Method Name: G:\MassLynx\blocon\ACB0560 FRD 903, PRO\VACQUDBIA0B0560_02
Vial: 1:A.5

User: ,’{5

FRD 803 .

FR2 05 Smooth{Mn,3x3) FRD 203 MAM of 1 channel ES-
FR2 2.55 328.87 > 284.80
12454 §,7158+003

00+
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A080560

Figure 6 Chromatograms of recovery test of the test substance in fish (continued)
Sample (No.3)

Quantify Sample Report Masgslynx 4.1
AQ80560 FRD 903

Date: 10-Apr-2009

Time: 20:49:31

Description: FR3

Name: FR3 05

Inief Mathod Name: C:\WassLynx\biocon\A080560 FRD 903.PRO\VACQUDB\ACB0560_D2
Vial: 1:A,6

User: ;{-;

FRD 803

FR3 05 Smooth{Mn,3x3} FRD 903 MRM of 1 channelES-
FR3 2.55 320.87 > 284.60
00 1270.0 6.0060+003

o5

2.548 1270.0

Appendix 4-19



A080560

Figure 6 Chromatograms of recovery test of the test substance in fish (continued)
Sample (No.4)

Quantify Sample Report MassLynx 4.1
AQ80560 FRD 803

Date: 10-Apr-2009

Time: 20:55:05

Description: FR4

Name: FR4 05 ’

Inlet Method Name: G:\MassLynxiblocomADBBS60 FRD 803, PROVACQUDB\AGB0560_02
Vial: 1:A,7

User: e

FRD 903

FR4 05 Smooth{Mn,3x3) FRD 903 HRM of 1 channelES-
FR4 2.54 326 87 > 284 80
100+ 12460 5.967e+003
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Appendix 5

Chromatograms (Analysis of the test substance in the test water)

(19 pages)
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AQ80560

Figure | Chromatograms of test water analysis
day 0, Std. 0.02 mg/L

Quantify Sample Raport MassLlynx 4.1
A0BOS560 FRD 803

Method: C:\Masabynxibiocon\A0B0560 FRD 803.PROWMethDBIFRD 903.mdb 08 Apr 2009 42:22:28
Calibration: 16 Apr 2003 13:14:46

Date: 16-Apr-2009

Time: 12:50:14

Description: std 0.02mg/L

Name: S041610

Inlet Method Name: C:\MassLynx\biocon\A080560 FRD 903.PROVACQUDBVAOBN580 02

Vial: 1:A,3
User: 4
W

FRD 203
S041610 Smooth{Mn,3x3) HRM of 1 ¢channel ES-
std 0.02mg/L 328.87 > 284.80
100 5.231e+003

%—

¢ T 1 VLN — Min
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A080560

Figure 2 Chromatograms of test water analysis {continued)

day 0, High concentration level

Quantify Sample Report Masslynx 4.1
ADBOSS0 FRD 903

Date: 16-Apr-2009

Time: 13:01:18

Description: WHOD

Name: WHODO4

Inlet Mothod Name: C:\MassLynxibiocon\A0B0S60 FRD 203.PROVCQUDB\ADB0560_02
Vial; 1:A,5

User; ?'d

FRD 803

WHODO04 SmoathiMin, 3x3) FRD903 MRM of { channel £5-
WHOD 268 32887 > 284.80
100+ 1085.4 5.0060+003
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A080560

Figure 3 Chromatograms of test water analysis (continued)

day 0, Low concentration level

Quantify Sample Report Magslynx 4.4
AOBO560 FRD 803

Date: 18-Apr-2009

Time: 12:55:50

Dascription: WLOD

Name: WELODO4

Inlet Method Nama: C:\MassLynxiblocon\A080560 FRD $03,PROVACQUDB\ADBOEGD_D2
Vial: 1:A,_£ :

Usor: G

FRD 903

WL0D04 Smooth{in,3x3) FRD 903 HRAM of 1 channel ES-
wL0D 2.6¢ ) 328.87 » 284.80
1057.0 49100+003

100

T S N il e
R,
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A080560

Figure 4 Chromatograms of test water analysis (continued)
day 4, Std.0.02 mg/L

QuantHy Sampie Report MassLynx 4.4
AQB0560 FRD 803

Meathod: C:MassLynx\biocon\A080560 FRD 803.PROWathDBIFRD $03. mdb 08 Apr 2009 12:22:28
Calibration: 20 Apr 2009 11:28:09

Date: 20-Apr-2008

Time: 10:49:48

Description: atd 0.02mg/L.

Name: SC42001

Inlat Msthod Name: C:iMassLynx\bioconiAGB0560 FRD 903.PROVACQUDB\ADB0560_02
Vial: 1:A,3

User: '-E:_

FRD 303

5042001 SmoothiMn,5x3) FRD 903 MRM of 1 channel £5-
st 0.0Zmg/L 253 328,67 > 264.80
100 1156.0 5.3588+003
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A080560

Figure 5 Chromatograms of test water analysis {(continued)

day 4, High concentration level

Quantify Sampla Report MassLynx 4.1
A0B0560 FRD 903

Date: 20-Apr-2009
Time: 11:00:50
Deascription: WH4D
Name; WH4DO01

inlet Mathod Name: C:\MassLynxibiocon\A08DS560 FRD 303,PROVACQUDBIA0S0560_02

Vial: 1:A,5
User: 'Ic
S
FRD 803
WH4DO1 Smootn(Mn,3x3) FRD 803 MRM of 1 channel ES-
WHAD 258 320,87 > 284,80
100+ 1128.7 §,1466+003
j
3!
i
i
I
bl
by
E».*é
{3 ".5
;7‘.’-4‘?%‘:
Lo
%_

1128.7 5075
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Figure 6 Chromatograms of test water analysis (continued)

day 4, Low concentration level

Quantify Sampla Report Masalynx 4.4
AQ80560 FRD 903

Date: 20-Apr-2009

Time: 10:55:18

Rescripfion: WLAD )

Name: WLADO .

inlet Method Name: C:\MassLynxibiocon\A0B0560 FRD 903.PROVACQUDBAQB0560_02

Vial: 1:A,4

User: &
'

FRD 903

WL4DOT Smooth{Mn,3x3) FRO 903 MRM of 1 channel ES-
WL4D 2.58 32B.87 > 284.80
100- 1093.5 5.0256+003 -
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Figure 7 Chromatograms of test water analysis (continued)
day 7, Std. 0.02 mg/L

Quantify Sample Report Massbynx 4.1
AQB0558 FRD 903

Method: C:\MassLynxibioconAG80560 FRD 803.PROWethDBWFRD 903.mdb 08 Apr 2009 12:22:29
Calibration: 23 Apr 2009 11:48:48

Date: 23-Apr-2009

Time: 14:23:28

Description: sid 0.02mgl.

Name: 5042303

Inlet Mothod Name: C:\Masslynxibiocon\A080560 FRD 903.PROWCQUDBIADBI560_02

Vial: 1:A,3

v
User: f
FRD 903
S042303 Smooth{Mn,3x3) FRD 803 MRM of 1 channel ES.
sid 0.02mglk 2.54 325,87 > 284.80
100+ 983.2 485484003
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A080560

Figure 8 Chromatograms of test water analysis (continued)

day 7, High concentration level

Quantify Saénpla Report Magsbynx 4.4
A0B0568 FRD 903

Date; 23-Apr-2008
Time: 11:34:39
Description: WH7D
Name: WH7TD
Inlet Method Name: C:\MassLynx\biocon\A080560 FRD 903,PROVAGQUDB\AOSD560_02
Vial: 1:A,5 .
User: ¥_
i~
FRD 803

WHTD Smouth{Mn,3x3) FRD 903 MR of T channel ES-
WHTD 2.54 228,87 » 284,80
100- 10253 4.9166+003

es
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A080560

Figure 9 Chromatograms of test water analysis (continued)

day 7, Low concentration level

Quantify Sample Report MassLynx 4.1
AQBOSS8 FRD 903

Date: 23-Apr-2009

Time: 11:29:40

Bescription: WLTD

Name: WLTD

Inlet Mathod Name: G:\MassLynx\biocon\A080560 FRD $03,FPROVACQUDB\AOBO560_02
Viak 1:A4

User: %
FRD 803

WL7D Smooth{Mn,3x3} FRD 903 MRM of  charel ES-
WLTD 2.53 328.87 > 204,80
400~ 1020.9 4.7590+003
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A080560

Figure 10 Chromatograms of test water analysis (continued)
day 14, Std. 0.02 mg/L

Quantify Sample Repost MassLynx 4.1
A080560 FRD 203

Mathod: C:\Masslynx\biocon\A0B0560 FRD 903, PROWethDBIFRD 803.mdb 01 May 2008 13:29:38
Calibration: 01 May 2009 17:34:18

Date: 01-May-2009

Time: 17:04:28

Description: std 0.02mgfL

Name: S050103

Intet Method Namae: C:iMassLynxiblocon\A080560 FRD 903.PROACQUDB\A0B0560_02

Vial; 1:A,

User; (=

FRD 903

S050103 Smooth(Mn,3:3) ’ FRD 903 MRAM of 1 channel ES-
std 0.02mph. 2.46 328.87 > 284 80
100 7843 3.750e+003
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A080560

Figure 11 Chromatograms of test water analysis (continued)

day 14, High concentration level

Quantify Sampla Report MassLynx 4.1
ADSOS560 FRD 803

Date; 01-May-2009

Time: 17:17:10

Description; WH15D

Nama: WH15D

Inlet Method Nama; C:\MassLynx\biocomA080560 FRD 903.PROVCQUDBIADB0560_02
Vial: 4:A,6

User:

FRD 803

WH1SD Smooth(Mn,3x3) FRD 603 MRM of 1 channel ES-
WH1SD 2.48 328.87 > 284.60
100 8244 38660+003
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A080560

Figure 12 Chromatograms of test water analysis (continued)

day 14, Low concentration level

Quantify Sample Report Masslynx 4.1
AGBOSS0 FRD 903

Date: 01-May-2003
Time; 17:12:11
Description: WL15D

Namae: WEL15D

Inlet Method Name: C:iMasaLynxiblocen\A0B0560 FRD 803.PROVACQUDB\A0B0550_02

Vial: 1:A.8

User: (>

FRD 903

WLISD Smooth{Mn,3x3) FRD 903 MARM of 1 channel E5-
WLi5D 2.48 328.87 > 284.50
100 7.‘ 3.43404003

S

SRR R e

FRD 503 " 2.481
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AQ80560

Figure 13 Chromatograms of test water analysis (continued)
day 21, Std. 0.02 mg/L

Quantify Sample Report Masslynx 4.1
A080560 FRD 903

Method: C:\MassLynx\blocon\AGBOSE0 FRD 203.PROWMethDB\FRD 903.mdb 01 May 2009 13:29:38
Calibration: 07 May 2008 12:04:41

Date: 07-May-2008
Time: 14:23:32
Description: std 0.02mglL
Name: S050701
Inlet Mathod Name: C:\MassLynxiblocon\AGBG560 FRD 803.PROACQUDB\ADBOSE0_02
Viak: 1:A,3
User: %
FA

FRD 903

5050701 Smooth(Mn,3x3) FRO 903 MRM of § channel ES-
std D.02mgL 2.49 32847 > 284 80
100 838.4 435804003

o
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A080560

Figure 14 Chromatograms of test water analysis (continued)

day 21, High concentration level

Quantify Sample Report Masslynx 4.1
AQB0S60 FRD 903

Date: 07-May-2009
Time: 11:34:32
Description: WH24D

Name: WH21D -

Inlat Mathod Name: C:\MassLynx\blocon\A080560 FRD $03.PROVCQUDBAAOBDS60_02

Vial: 1:A,5

Qser: ES

FRD 803

WH21D Smooth{Mn,3x3) . FRD %03 MRM of 1 ¢hannel ES-
WH21D 2.49 32887 » 784 80
100+ 876.7 413505003

T — T Y Ty 1o T iy TN
0.26 0.80 075 .00 1.26 1.50 178 2.00 225 2.50 275 3.00 3.28 3.50 3.75 4.00

FRD 903
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A080560

Figure 15 Chromatograms of test water analysis (continued)

day 21, Low concentration level

Quantify Sample Repart Mazslynx 4.1
AQ80560 FRD 903

Date: 07-May-2009

Time: 11:29:00

Description: WE21D

Name: WL21D

Inlet Method Name: C:\MassLynx\blocon\AQ80560 FRD 903.PROACQUDB\A0B0560_02
Vial: 1:A4

User: ﬁ:{
FRD 803

WL21D Smooth{Mn, 3x3) FRD 903 MRM of 1 channel,ES-
WiziD

2.49 328,87 > 284 80
100- 1014.0 4.6520+003"

o

2.467 1014.0
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A080560

Figure 16 Chromatograms of test water analysis (continued)
day 28, Std. 0.02 mg/L.

Quantify Sample Report MassLynx 4.1
ADBOS60 FRDB03

Method: G:\MasslLynxiblocon\A080560 FRD $03.PROWMethDBIFRD 803.mdb 01 May 2008 £3:29:28
Calibratlon: 14 May 2008 11:27:20

Date; 14-May-2009
Time: 10:56:45
Description: std 0.02mg/L
Name: S051404
inlet Method Name: C:\MassLynxiblocon\AGBO560 FRD 903, PROVACQUDB\AOB0580_02
Viak 1:A3
 Msers By

FRD 803

051404 Smooth{Mn, 3x3) FRD 903 MRM bf 1 channelES-
$1d 0.02mglL. : 245 320,87 > 284,80
100+ 8234 25516+003
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A080560

Figure 17 Chromatograms of test water analysis (continued)

day 28, High concentration level

Quantify Sample Report MassbLynx 4.1
AQBOSED FRDS03

Date: 14-May-2009

Time: 11:08:30

Description: WH28D

Name: WH28D03

Inlet Mathod Namae: C:\Massl ynx\blocon\ADBS560 FRD 303.PROVACQUDB\AGS0560_02

Vial: 1:A,‘§

User: X

FRD 803

WH28003 Smooth{Mn,3x3) FRD 803 MRM of § channsl,ES.
WH28D 2.46 328 87 > 284.80
100 : 6039 2.713a+003

L
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A080560

Figure 18 Chromatograms of test water analysis {continued)

day 28, Low concentration level

Qﬁanlify Sample Report Masslynx 4.1
AQ0B0560 FRDOO3

Date: 14-May-2009

Time: 11:03:32

Description: WL28D

Name: WEL28DG3

Inlot Method Name: C:\MassLynx\blocomA080560 FRD $03.PROVACQUDB\A080560_02
Vial: 1:A,4

.
User: TT¢
FRD 903
WL2BD03 Smooth{Mn, 33} FRD 903 MRM of 1 channel £8-
Wizen ‘ 244 328,87 > 284,80
100+ 620.4 2.9376+003

%

5 FRD 903
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Appendix 6

Chromatograms (Analysis of the test substance in the test fish)

(31 pages)
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A080560

Figure 1 Chromatograms of test fish analysis
day 4, Std. 0.02 mg/L (High concentration level)

QuantHy Sample Report Massiynx 4.1
AD80560 FRD 203

Method: C:\MassLynx\biocon\AQB0560 FRD 903.FPROWMethDBIFRD 303.mdb 08 Apr 2009 12:22:29
Calibration: 20 Apr 2009 18:35:32

Data; 20-Apr-2008

Time: 18:04:14

Description: std 0.02mg/L

Name: S042007

Inlet Method Name: C:\MasslLynxiblocom\ADB0560 FRD 803.PROVCQUDB\A0B0560_02
Vial: 1:A,3

User: ;{.:
FRD 803

5042007 Smooth{Mn,3x3} ’ FRD 803 MRM of 1 chanpel €S-
std 0.02mgh 2,59 428.67 » 284 80
1601 1047.4 477584003
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A080560

Figure 2 Chromatograms of test fish analysis (continued)

day 4, High concentration level, No.l

Quantify Sampie Report Masslynx 4.1
AQ80560 FRD 903

Date: 20-Apr-2009

Time: 18:09:14

Description: 4DFH1

Namae: 4DFH103

Inlet Method Name: C:\MassLynx\blocon\A080580 FRD 903.PROVACQUDBIADBOSE0_02
Viah: 1:B£ B

User: s

FRD 903

4DFH103 Smooth(Mn,3x3) FRD 903 MRM of 1 channel ES.
4DFH1 . 261 328,87 > 264,80
100 146 1,3868+002

L
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A080560

Figure 3 Chromatograms of test fish analysis (continued)

day 4, High concentration level, No.2

Quantify Sample Report MassLynx 4.1
A080560 FRD 903

Date: 20-Apr-2008

Time: 18:21:07

Deacription: 4DFH2

Name: 4DFH203

Iniet Method Name: C:\MassLynx\blocon\AQB0560 FRD 903.PROWCQUDB\A080560_02

Viai: 1:B,4

User:

%

FRD 803

ADFH203 Smooth{Mn,3x3) MRM of 1 channetES-
4DFH2 328,87 > 284.80
100 2.57 1.331+002

£
L~
3.84
275
088 9
0.52 179 247 2P
014 3.07
1.57
0.67 344
194
1.34
327
%_.
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A080560

Figure 4 Chromatograms of test fish analysis
day 4, Std. 0.02 mg/L (Low concentration level)

Quantify Sample Report Massbynx 4,9
AQ80560 FRD 203

Method: C:\MassLynxi\biocon\A080560 FRD 303,PROWMethDBVFRD 203.mdb 08 Apr 2008 12:22:29
Calibration: 20 Apr 2008 18:41:17

Date: 20-Apr-2008

Time: 17:25:04

Description: std 0.02mg/L

Name: $042008

Inlet Method Name: C:\MassLynx\blocon\AOBO56C FRD 803.PROVCQUDBIANBNSE0_02

Vialk: :A,3
User: &
ny
FRD 903
8042005 Smooth{Mn,3x3} FRD 903 MRM of 1 channel ES-
sid 0.02mpA. 2.57 328,87 > 284,80
100 974.7 4.5950+003

L
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Figure 5 Chromatograms of test fish analysis (continued)

day 4, Low conceniration level, No.l

A080560

Quantify Sample Report Massbynx 4.1
AGB0560 FRD 903

Date: 20-Apr-2009

Time: 17:34:14

Dascription: 4DFL1

Name: 4DFL102

Iniet Method Name: C:\MassLynx\biocon\A080560 FRD 903, PROVACQUDBIADE0560_02
Vial: 1:B,1

User: ;{5
FRD 303
4DFL10Z Smooth{Mn,3x3} MRM of 1 channel ES-
4DFL1 328.87 > 284.80
100 056 312 1.1308+002
0.44
. 1.96 243
Ly 343
217
3.66
o 087 1.40
160 I
123 i
B
L
1T T T T T Ty =T T T - — —T ~—T T T T T — min
025 050 075 100 125 150 175 200 225 250 275 300 325 350 375 400

TH
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AD80560

Figure 6 Chromatograms of test fish analysis (continued)

day 4, Low concentration level, No.2

Quantify Sample Report Masslynx 4.1
A080560 FRD 903

Date: 20-Apr-2609

Time: 17:39:09

Description: 4DFL2

Name: 4DFL202

Inlet Mathod Name: C:\MassLynxiblocon\A080560 FRD $03,PROVACQUDBIAGB0S60_02

Vial: 1:8.%

User: s

FRD 903

4DFL202 Smooth{Mn, 3x3} MRM of 1 channet €S-
4DEL2 326.67 > 284,80
100+ 245 1.2310+002
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A080560

Figure 7 Chromatograms of test fish analysis
day 7, Std. 0.02 mg/L (High concentration level)

Quantify Sample Report MassLynx 4.1
A080558 FRD 803

Method: C:\MassLynx\biocon\A0BG560 FRD 203.PROWethDB\FRD 803.mdb 08 Apr 2009 12:22:29
Calibration: 23 Apr 2009 17:44:01

Date: 23-Apr-2008

Time: 17:07:45

Description: std 0.02mg/l

Name: 5042309

Inlet Method Name: C:\MassLynx\biocon\A0B0560 FRD 903.PROVACQUDBIADB0S60_02
Vial: :A,3

User: }Qs

FRD 903 _

S042309 Smooth(Mn,3x3) FRD 803 MRM of 1 channel,ES-
$t¢ 0,02mglL 2,61 326.87 > 284.80
100 964, 4,6882+003
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Figure 8 Chromatograms of test fish analysis (continued)

day 7, High concentration level, No.l

A080560

Quantty Sample Report MassLynx 4.1
AD80558 FRD 903

Date: 23-Apr-2009

Time: 17:12:43

Description: 7DFH1

Name: 7DFH1 :
Inlet Method Name: C:\MassLynxibiocon\A0B0560 FRD 903.PROVACQUDB\A0B0S560_02
Vial: 1:B,2

User: A

FRD $03
TDFH1 Smooth(Mn,3x3) MRM of 1 channel 5
7DFH1 "Rz':"g":’ 328.67 > 284.80
100+ 1.5 7.852a+001
159
o Y /
’s y H 2.88
1. z 318 385
i 081 334 385
oot 025 !.’
0.56 J
101
%“
T T T T [ T T a T TTT N I"‘lirI
025 050 075 100 125 150 175 200 225 250 275 300 325 350 375 400
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A080560

Figure ¢ Chromatograms of test fish analysis (continued)
day 7, High concentration level, No.2

Quantify Sample Report MassLynx 4,1
AQ80558 FRD 903

Date: 23-Apr-2009

Time: 17:18:12

Description: 7DFH2

Name: 7DFH2

Inlet Method Name: G:\MassLynx\blocon\A080560 FRD S03.PROVACQUDBIAGB0S60_02
Vial; 1:B,3

User: *-

FRD 903

7OFH2 Smiooth(Mn, 33} MRM of 1 channel ES-
TOFH2 328.87 » 284,80
100 1.91 8.4038+001

FRO 903
233 3%

316 P
057 349

0.2¢
273 208

0.96 1.67
330 365
38

147
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A080560

Figure 10 Chromatograms of test fish analysis
day 7, Std. 0.02 mg/L (Low concentration level)

Quantify Sampla Report Masslynx 4.1
A080558 FRD 203

Meathod: C:\MassLynx\biocon\A080560 FRD 203, PROWethDB\FRD 903, mdb 0B Apr 2009 12:22:29
Calibration; 23 Apr 2009 17:43:17

Date: 23-Apr-2009

Time: 16:36:59

Description: std 0.02mg/lL

Name: S042307

Inlet Method Name: C:\MassLynxibiocon\A0B0560 FRD 903.PROVAGQUDB\A0S0560_02
Vial: 1:A,3 .

Usear: ,:::j

FRD 803

S042307 Smooth{Mn 3x3)} FRD 903 MRM of 1 channel ES-
std 0.02mg/L 252 328.67 > 284.80
100~ 10007 47620+003

1009.7
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Figure 11 Chromatograms of test fish analysis (continued)

day 7, Low concentration level,

No.1

A080560

Quantify Sample Report Massiynx 4.1

AG80558 FRD 903

Date: 23-Apr-2008
Time: 16:41:58

Description: 7DFE1
Name: 7DFL1T
Inlet Method Name: C:\MassLynx\biocon\A0B0560 FRD 903.PROVACQUDBIADS0SE80_02
Vial: 1:8,2
User: ;k\:;
FRD 903
FOFL1 Smooth(Mn,3x3) FRD 903 MRM of 1 channel £5-
7DFLY 2.58 328.87 > 284 80
100— 85 8,213e+004
1.96
342
120 2.31
1.50
0.94 .78 368
b.01 0.40 138 281
0.27 0.73
314
055 :
o]
T T T T T T T — min
025 050 075 100 125 150 475 200 225 250 275 A00 335 350 av5 4
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A080560

Figure 12 Chromatograms of test fish analysis (continued)

day 7, Low concentration level, No.2

Quantify Sample Report MassLynx 4.1
AQ80558 FRD 803
*%F ;‘g . -

Date: 23-Apr-2009 ot ¥ ;NG 2902 .23 %

Time: 16:47:26 k52 200!, 4 23 Ky

Dascriptlon:WFﬂé HD Y‘Ll i% 3 “, ;

Name: FBFEE- X LU Fx% 3B 2eel, 423 FEy

Inlet Method Name: C:\MassLynx\biocon\A080560 FRD 903. PROIACQUDB\AD80560_02

Vial: :B,3

User: Ty

FRD 903 -

7DFL2 Spooth(Mn,3x3) £RD 803 MRM of § channel,ES-
49"'2'-‘; ¥ 261 526,87 > 284.80
100 ‘n)-FLl a2 7.83%e+001

2,19
243
0.50
2.85
1.51 i 307 160
180 3.48
i 335 3.82
1.00 i
p07 0.72 %
L
IR T b T T T T i min
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A080560

Figure 13 Chromatograms of test fish analysis
day 15, Std. 0.02 mg/L (High concentration level)

Quantify Sample Report MasslLynx 4.1
AQ80560 FRD 903

Date: 07-May-2003
Time: 47:20:04
Description: std 0.02mg/L
Name: 5050707
Inlet Method Name: C:\MassLynx\blocon\AGB80560 FRD $03.PROVACQUDBIAGBOSE0_02
Vial: 1:A,3
User: X,
Fas

FRD 903

$050707 Smooth{Mn3x3) FRD 803 MRM of 1 channel,ES-
250 : 328,47 > 284.60

816.1 3.577e+003

sid 0.02mg/L
100
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A080560

Figure 14 Chromatograms of test fish analysis (continued)
day 15, High concentration level, No.l

Quantify Sample Report Massbynx 4,1
A0BO560 FRD 203

Date: 07-May-2009

Time: 17:25:35

Description: 15DFH1

Name: 15DFH1

Iniet Method Name: C:\MassLynx\bioconiA080560 FRD 903.PROVACQUDBADE0560_02

Vial: 1:B£1

User: o

FRD 903

150FHY Smooth{Mn,3x3) FRD 903 MRM of 1 channel ES-
15DFH1 245 328.87 > 284.80
100 2.8 18t 104002

%

L SR o e 2| T T T T t T 1 T T T 1 min
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A0B0560

Figure 15 Chromatograms of test fish analysis (continued)
day 15, High concentration level, No.2

Quantity Sample Report Massbynx 4.1
AQ80560 FRD 903

Date: 07-May-2008

Tima: 17:31:67

Description: 15DFH2

Name: 15DFH2 .

Inlet Method Name: C:\MassLynxibioconlA0B0560 FRD 803, PROWMCQUDBIAOBDSE0_02

Vial: 1:8,2

User: ?: &

ERD 503

15DFH2 $mooth(Mn,3x3) : FRD 903 MAM of { channel ES-
15DFH2 248 328.87 > 284 80
100 180 1.267a+002

LT

Name i

B

1 FRD 803 2.487 180 74
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A080560

Figure 16 Chromatograms of test fish analysis
day 15, Std. 0.02 mg/L (Low concentration level)

Quantify Sample Report Massbynx 4.1
A0B0560 FRD 203

Method: Cr\MassLynxibiocon\A0B0560 FRD 903.PROMEthDBIFRD 903.mdb 01 May 2009 13:28:38
Calibration: 07 May 2008 18:16:57

Date: 07-May-2009
Time: 17:02:48
Description: std 0.02mg/ih

Nama: 8050706

Inlet Mathod Name: C:\MassLynx\blocomA080560 FRD 862, PROVACQUDB\A0B0560_02

Vial: 1:A,3 .

User: f}.

FRD 903

$050706 Smooth{Mn,3:x3} FRD 803 MRM of 1 channe!,ES-

$1d 0.02mgh 2.47 320.87 > 284,80
B43.6 4,0056+003

1W-‘

% . R
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A0B0560

Figure 17 Chromatograms of test fish analysis (continued)

day 15, Low concentration level, No.l

Quantify Sample Report Masslynx 4.1
A080560 FRD 803

Date: 07-May-2009

Time: 17:08:00

Description: 15DFL1

Name: 15DFLA

Inlet Method Name: C:\MassLynxiblocon\A080560 FRD 903.PROACQUDBIADB0S5E0_02

Vial; 1:A6
User: -

£y
FRD 803
1EDFLT SmoothiMa,3x3) FRD 003 HRM of 4 channel,ES-
150FL1 2.50 328.87 > 284.80
100 107 1.174a+002

T —Tr T T e T T s T v ) ity

obe | 0E6  0YS | 100 125 150 175 200 225 280 275 300 326 350 ays 400
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A080560

Figure 18 Chromatograms of test fish analysis (continued)

day 15, Low concentration level, No.2

Quantify Sample Report MassLynx 4.1
AQBOS560 FRD 203

Date: 07-May-20C5

Time: 17:14:33

Description: 15DFL2

Name: 1§DFL2

Iniot Method Nama: C:\MassLymaiblecon\A080560 FRD 903.PROVACQUDBIA0BG560_02

Vial: 1:A,7

User: ., .
fL

FRD 903

150FL2 Smooth{Mn,3x3) FRD 803 MRM of 1 channel ES.
18DF12 237 328.87 » 284,80
100+ 286 2.89 677784001

366

1.59 3.9
1.40 .87 316 378

217

090
617 040 0B 17588
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A080560

Figure 19 Chromatograms of test fish analysis
day 21, Std. 0.02 mg/L (High concentration level)

Quantify Sample Report Massbynx 4.1
ADB0560 FRD 903

Mathod: C:\MassLynx\biocon\A080560 FRD 903.PROMethDBIFRD 803.mdb 0 May 2009 13:29:38
Calibration: 14 May 2008 18:27:08

Date: 11-May-2009

Time: 16:43:39

Description: std 0,.02mg/l.

Name: 5051109 -

Inlet Method Name: C:\MassLynx\biccon\A080560 FRD 903.PROWCQUDBIACBOSE0_02

Vial: 1:A.4

User: %

FRD 903

$051108 Smooth{Mn,x3) FRD 903 MRM of 1 channel ES-

sid 0.02mgiL 2.48 328.87 > 284.80

100 736.8 2.605e+003
:
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A080560

Figure 20 Chromatograms of test fish analysis (continued)

day 21, High concentration level, No.l

Quantify Sample Report Masslynx 4.1
ADB0580 FRD 903

Date; 11-May-2009
Time: 16:48:37
Deascription: 210FH1
Name: 21DFH10M

Inlet Method Name: C:\MassLynx\biocon\ADS0560 FRD 803.PROVACQUDBIADBOEE0_02

Vial: 1:8,1
User: ¥,

o=}
FRD 903
2ADFH1G1 Smooth{Mn,3x3) FRD 903 MRM of 1 channel ES-
24DFH1 ‘ 2.45 328.87 > 284.80
00 149 1,741e+002
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A080560

Figure 21 Chromatograms of test fish analysis (continued)
day 21, High concentration level, No.2

Quantify Sample Report MassLynx 4.1
AC80580 FRD 903

Date: 11-May-2008

Timea: 16:54:06

Description: 21DFH2

Name: 21DFH201

Inlet Mothod Nams: C:\MassLynx\blocon\A0B0560 FRD $03.PRO\VACQUDB\A080560_02

Vial: 1:B,2
User: &

~s
FRD 803
210FH201 Smooth{Mn,2x3) MRM of 1 channel £5-
21DFH2 328.87 > 284.80
100 2.42 1.2326+002
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A080560

Figure 22 Chromatograms of test fish analysis
day 21, Std. 0.02 mg/L (Low concentration level)

Quantify Sample Report Masalynx 4.1
AGBOSE0 FRD 903

Method: C:\WassLynx\blocon\A0B0560 FRD 803.PROWMethDB\FRD 803.mdb 04 May 2008 13:29;38
Calibration: 11 May 2009 18:24:47

Date: 11-May-2008

Time: 16:59:38

Doscription: std 0.02mg/L

Name: S051110

Inlat Method Name: C:\MassLynx\biocon\A0B0560 FRD 903.PROVACQUDBIADEDSE0_02

Vial: ::A4

er: ~
User: %y
FRD 803 .
$051110 Smoolh{Mn,2x3) FRD 903 MRM of 1 channel ES-
std 0.02mgAi 248 J28.87 » 284,60
100 71568 3.4640+003
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A080560

Figure 23 Chromatograms of test fish analysis (continued)

day 21, Low concentration level, No.l

Quantify Sample Report MassLynx 4.1
ADBOSE0 FRD 903

Date: 11-May-2008
Time: 17:05:43
Description: 21DFL1
Namae: 21DFL103

Inlat Method Name: C:\MazsLynx\bioconlADBOS60 FRD 903,PROWCQUDB\A0B0560_02

Vial: 1:A,6

Usar; =

FRD 903

21DFL103 Smooth{n,3x3) FRO 803 MRM of 1 thannal ES-
210FL1 239 320.87 > 284 80
100+ ) 68 104884002
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A080560

Figure 24  Chromatograms of test fish analysis (continued)

day 21, Low concentration level, No.2

Quantify Sample Report Masslynx 4,1
A080560 FRD 803

Date: 11-May-2009

Tima: 17:10:43

Description: 21DFL2

Nama: 21DFL203

Inlet Method Name: C;\WassLynx\biocon\A080580 FRD 803,PROVCQUDBIA0BOS60_02

Viak 1:A7

User: oy

FRD 803

21DFL203 SmoothiMn,3x3) MRM of § ¢hasinel ES-
210FL2 32687 » 284.80
400 2.50 1.461e4002
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A080560

Figure 25 Chromatograms of test fish analysis
day 28, Std. 0.02 mg/L (High concentration level)

Quantify Sample Report MassLynx 4.1
ADBDSS0 FRDOO3

Method: C:\MassLynxiblocon\A080560 FRD $03.PRO\MethDBWFRD 903.mdb 04 May 2009 13:29:38
Calibration: 14 May 2000 15:53;16

Date; 14-May-2009

Time: 16:15:12

Description: std 0.02mg/l.

Name: §651409

inlet Method Name: C:\MassLynx\biocon\ADBDS60 FRD S03.PROVACQUDB\ADB0560_02
Vial: 1:A,3

Usar: ‘;‘-‘ -
FRD 803

$051409 Smooth{Min,3x3) FRD 803 MRM of 1 channal ES-
std 0.02mglL 244 326,87 > 264,80
o0e 8120 283704003

<«

612.0
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A0B0560

Figure 26 Chromatograms of test fish analysis (continued)

day 28, High concentration level, No.1

Quantify Sample Report Massbynx 4.1
ADBCS560 FRDS03

Date: 14-May-2009
Time: 16:20:10
Usscription; 20DFH

Nama: 2BDFH1

Iniet Method Name: C:\MassLynx\blocon\A080560 FRD 903.PRCIVACQUDBIAOSDSE0_02

Vial: 1:B,4

User: '}k\f

FRD 803

280FH1 Smocth(Mn,3x3) FRD 803 MRM of 1 thannel ES-

28DFHY 247 328.87 > 284.80

<00~ 122 1.2758+002
0.340.46

o.y2

Ry

2.470
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A080560

Figure 27 Chromatograms of test fish analysis (continued)
day 28, High concentration level, No.2

Quantify Sample Report MassLynx 4.1
AQ80560 FRD903

Date; 14-May-2009

Time: 16:25:39

Description: 28DFH2

Name: 28DFH2

Iniet Method Name: C:\MaasLynxibiocon\A080560 FRD 903.PROVCQUDB\ADB0560_02

Vial: 1:B,2

User: - "

FRD 903

28DFH2 Smooth(Mn,3x3} MRM of 1 channel ES-
28OFH2 328.87 > 284.80
100 241 1.36882+002

362 379
3
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A0B0560

Figure 28 Chromatograms of test fish analysis
day 28, Std. 0.02 mg/L (Low concentration level)

Quantify Sample Roport Masslynx 4.1
AGBOS580 FRDS03

Mathod: C:\MassLynx\blacon\A080560 FRD 903.PROWMethDBIFRD 903.mdb 04 May 2009 13:29:38
Celibration: 14 May 2009 16:52:53

Date: 14-May-2008

Time: 15:18:55

Description: std 0.02mg/L

Name: 5051406

Iniot Msthod Name: C:\MassLynx\blocon\ADBO560 FRD 803.PROWCQUDBIAGE0560_02

Vial: 1:A,3
User: -,
[ ™3
FRD 903
S051406 Smooth(Mn,3x3) FROD 903 MRM of § channel,ES-
s1d 0.02mg/L 244 328,87 > 284 .60
100- §08.2 25750+003

608.2
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A080560

Figure 29 Chromatograms of test fish analysis (continued)

day 28, Low concentration level, No.1

Quantify Sample Report Massiynx 4,1
A080560 FRDI0O3

Date: 14-May-2009

Time: 15:23:53

Description: 28DFL1

Nama: 28DFL1

Intet Method Name: C:\MassLynx\blocon\A0BD560 FRD 803.PROVACQUDBIADS0SE0_02

Vial: 1:4,6
User: 4

s
FRD 903
28DFL1 Smooth{Mn,3x3) MRM of t channal ES-
28DFLA 328.87 > 284,80
100 252 §.8749+001

0.25
1.74
.54
229
118 1.28 264 285
3.57 287
Q.12 0.53 0.88
076
1.41 1.88
o4
M WS WL AR SR | T T N L DRSNS IR | 1 Ty ey in
025 050 075 100 125 150 Y5 200 225 250 275 300 3325 350 375 400
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Figure 30 Chromatograms of test fish analysis (continued)

day 28, Low concentration level, No.2

Quantify Sample Report Masslynx 4.1
A080560 FRDS03

Date: 14-May-2009

Time; 15:29:24

Description: 28DFL2

Name: 26DFL2

fnlet Method Name: C:\MassLynx\biocon\A080560 FRD $03.PROVACQUDBIADBOEED_02
Vial: 1:A,7

User: f 5

FRD 903

28DFL2 Smooth{Mn,3x3) MRM of 1 channsl ES-
2BOFL2 . 328.87 > 284,80
1008+ 248 1.006e+002

173 2.25

0.25 347

) 381
124 187 270 382

0.61
2.99 .58

1.4
051 0.94

3.38

Appendix 6-31



